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mmm i 

HildS 1 
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mm^] mmm 

^'^^^?>r;l/XCDM^^CMv^e>tlS||IIieTfeoT, EFla 

~ K-rs DNA-efes. 1 tciB«® jMjiia„ 

[|f*^33 gag, pol, env(Dir^X^m^-tS>. m^^2K.m 
[M:^«4] g agfej:0tp o 1 S:^3^*rS^3K«llgi&i: e n v Sr^aKt- 
T>7* ho If »y ^ 1/ hn':7>f;i/::^.fi5jlOe n V^feS, |f:*:^3 *7ttt4 iCgB 
SDNA©aiR|gi&i3 K>©±iSlC, Ko z a kC93>-fe >-9-XlB^J*«SBg$tb 

[m*«9] «IIfi&A<2 9 3j|l|BJ|jSfi5(5T*«>S. 11:^3^ 1 ?> 8 ©V^ftlA^lC 

[ft 1 0 ] mmi)^ 2 9 3 Taaflgft3j5T'fe-5, m:^^ 9 tcga«(D«ajigo 

[lt*«ll] ^tt#-tFERM B P-6 73 7tfettWfe#-i^FER 



] 
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M BP-6 9 7 7-e#^^ 

[S*^12] M^]gl*^e> 1 l®V>-r4x*^lC|B«®miC. ^f^^:&<i:% 

[M^^IS] l/hD'ir^;i/XK^^?-DNAA^ gag, pol, ^J: 
14] lyVU^>(Ayy^^ir 31 - D N AtC:J1^*»^^*^^^ tit V^ 

1 2 Sfcii 1 3 tcffiiK®:&«fe. 

[0 0 0 1] 

[0 0 0 2] 
[«&5l50«tll5] 

-e^':/i'*2/^^:^^^S:^<*^^ gag, pol, envCD^fllj^^^K^^r^-reA^i/^^r-S^ 

ta«ura T. , International Journal of Henatology, 67 , 351-359, 1998). 3® 
-r-SCli:3{)^T'^€». -1S^ gag, pol, env<Z):S.#ig*^^$:^X#ni-S^. n-j >T 
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[0 0 0 3] 

06, W094/19478, W096/34098#T'5^^ ^^ S*^, mVimm. 
[0 0 0 4] 

mmti^m^ u <fc e) i: -r e^s] 

[0 0 0 5] 

n=E-4r-, EFla:/n^-^r-, TK:^n^-^f-. MuLV LTR, CMV LTBCDlK^fS 

tt®!8{$^il^fei:z:5. EFia:/D^-^-A^ ftB®>^n^--a?-icifc^UT 

[0 0 0 6] 

n- K■rSgag-polfeJ;^)tenv»>g^$:EFla®^^T^Ciffl*tJi^;e. $ btC, ^ 

¥ s -RNAj^^ e> (Z> ^7 -f ^yn^ ^<r>mm9b^%:Mi^ s KozakSB 



3 
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(GccAcc) i:mMB^<^mmmi^^vyo)-tmimhr^o se>ic:, ^a^^© 

T«felClRESBJ^J (internal ribosomal entry site : I^SPU Jj^V-A^ASm 



[0 0 0 7] 
[0008] 

[0 0 0 9] 

(1) i^hnii7>f;i/^©^^lC«V>e,tvS«IIII&T'*oT, EFla>^0^-^ 

(2) l.bD^;>f/l/^<2)«lit^>'/'«^S^=l-^'-^^DNA*^, gag, po 



tbli^ 2000-30523 02 



I ■ lis: Vft*: f, ^ 




^^2000 — 0178 



NA-(?$>S, (1) izmt 

(3) gag, pol, e nw<D^^X^^mt^> (2) tCfH^ODUHfla, 

(4) g a g^j:t?p o 1 trmmt^^mmmi^t e n V %:nmt^mmmm 
mn^m-t^. (3) iciB«®M. 

(5) en vA^ain hn tr^y^ b h □ ^?>f fi3fe© e n v*fclir>7* b 
ntfyi^l/Nn»>>r>H/:^ft3l5CDe n vT'^S, (3) ^fctt (4) lC|a«CD«BJ!ia 



1) *^e> (5) (Dyi^-mis^Kmrnomv^. 

:^LTS^^-?5;-S:i3- K-rSDNAiijjg-^UTV^S, (1) *^e) (6) 

(7) <o\^'riM)^\zmm.<omm. 

(9) ii!ffliia*«2 9 snuflgs^T'^-s, (1) *^p> (8) <D\,^^timzum.(j>m 



(10) «iiiiia*^2 9 3T«iijBaft3feT'fe^, (9) tcia«©a9jja, 

(11) ^|t##FERM B P- 6 7 3 7 ^fett^|t#^FERM BP- 

6 9 7 T^t^fi-^t\.^mm. 

(12) (1) *^e> (11) ®VN-rti*^lciB«®Mtc, ^i'^;5:<i:=bio<z>«| 
3t ^ > A ^ « 3 - K ^ 3t ^ ^ S: ^ L T V % e 1/ h a ^7 >f ;i/ X ^ ^ - D N A 

(13) l/hn':;>f;i/:^'<i^^-DNA*«. gag, pol, feJ:tKenv& 
K-rs»^^S:-r^T^«UTVN-5, (12) IcfBa®:^^, 

(14) ^h^^'-r;^;^^^^^-DNA^C:^f3f$^tfe^*^-^*4^TV^S, (12 

) ifctt (1 3) \zmM<r>:^m. 

(15) (12) (14) <^)^^•r4^:l5>^^C|B«©:3^^£^Cj:^J^jg$^lfcl/h 
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[0 0 10] 

eS:«im L/fe^D - -©4»^4f tcEFi a ::^n ^ - ^ - 

[0 0 11] 

3S«^«&«:f^i3l-^ r^l^:lllllla^ci|^A'r4^^^J:v^o r:!-? raige^ic^-^j ill* 

[0 0 12] 

lliIli&{c^vM:^3Ssns^hn'>^;i/xa)«lit3«>A-^Ki:bTtt, gag. poi 

it, gag, pol, env<3D^-C*«^3^bTV%SZli:*«atbV%. 
[0 0 13] 

mmmm h\.x\t. gagjs j: t^po i & ^^^-r s ^^4^ t.eT^v^nn^^mmm 
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tJ^y^-Vy^'mSk^HlZ^^^-t^pol, gag, eny t(Dmvm^^i)'^^CX. g 
®j^,*^e>Sll'e^So gagfei:tJtpoUcoV%Tttl^D^^<fefCgag-polii bT=l- 
I gag® jt^*^^:<jflir >f ;i/>^ ® tcMMT*) -5 *^ e> "lefe S o 

[0 0 14] 

enviiLTli, MM{CJ:»jx=l hntf-y^r UhCI'>>f;i/y(.fi3|5CDenv (ecoenvi: 
^S^fS) -^T^^* hnif^y^^ l/hnt7>f;i/Xft*®env (amphoenvi:|S;-r5) 

M V^Tyt »y - 2^ > ^^jffllie&f^Sg-r S 3 ^ *^T' # S . ecoenv$:;t-t ^ A »3/ ^T- 
S?>^^#im!S*^&ttxii hntr*;i^ (ecotropic) 1/ h D '^'f ;i/XA^®^$tlSo 

a■lphoenvS::#•rS/1*;>!^-S;>^Mi}g*^P>^i, T>:7;4- h □ If-/ ^ (anph 

otropic) u hn^^-f;!/^*^^^^^!^. :iinhDbf«/^phn»>-r>n/;^tt, ^ 
^>yh. v^x, t: r-r^hU, -f5i, :^3^tc^^T'^-5o M 

>r ;&ffl s r i: A^^^-efes . 

[0 0 15] 

^'>;^^®':?>r;i/;^ (RSV) fi*®env«:ifie>*©l/hn'j7>f;i/>?.env*t 
^MStl^S (Undau N.R. and Littnan D.R. (1992) J. Virology 5110-5113) 

m^\t. am^un^k"^ ^ A^T. cvsv) fij^oGsea (vsv-o ^m^^^z.t-h^ 

(Cry D.S. et al. (1996) Proc. Natl. Acad. Sci. USA 93: 11400-1140 

6) o 
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[0016] 

>-9->^IiJ^J (GCCACC) 5:ia^Sri:*^T'^S (Kozak®^!! li> SIRgl^&^aTG 
10 0 17] 

[0 0 18] 

MK.it^xmi^^-^mm<Dm^i^^^mr^^mm < t ^ ii v^ ^.t-^? * u v^„ 

W R. et al., J. Bacterid. 169: 1554-1563 (1987)j ^J:tJ^ F^^f yn^^^f 




#2 000-0178 3^ 
y : Yin, D.X. et al.. Cancer Res. 55: 4922-4928 (1995)j lC|a^$tlTV^S 



[0 0 19] 

ffi^^HH^ ^M-ti> n vfT-Vy ^mui:. 1/ h □ >r ^ ^j? -dna «:#a 
jfilJI;i®nr|gttS:(BT$-ft, «3Slg=&*t-S 1/ h D ':^>f ;i/>^ (rcr) A^m^SfS 

[0 0 2 0] 

iC^t^J&V^DNAli. llife#^^C|B«StlfcJ:^^C1?>f;^>^.^f>^ADNA$:|^M 

L < ttO«[^T*-& 3 S: V% ^ . 
[00 2 1] 

>^C<l:^]te^^A^fr^*^llrV^i^!^l^fl|T'^4^««IIS^i«;<, NIH3T3 (Ti^ 

T^immmm) ^293 (t M&i^WlWIlS) (Craha., F.L., J. Gen. Virol., 36, 

59-72 (1977)) if =&MV^5 31 i:*^T'^S. 
[0 0 2 2] 

U-i/ay^. feSVxJiU jjf^'x^'^^^ (lipofectanine, GIBCO BRL) , ya. 



9 
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0 0 0-0 1 7 8 3 1 



(Fugene, Bohringer Mannheim) ^IC J:S-JSS®«cjte^-#A:&^5:« 

[0 0 2 3] 
[0 0 2 4] 

^r-$;>i5^il«liaK:#A$tiS 1/ bn^/^f /i/X'^i' ^-DNAt bTtt4tlc^ 

Ki*'a;v>o A*/^-$;?:/^^«HiiSA^293TiwBa®i:e>ic sv4o ^-vmm^nm-t 

[0 0 2 5] 
[0 0 2 6] 

sic^^B ©/t 5/ ^ - > mmi:^ J: U ^jgs ti fcW b a 'i/ >f ^ ^ - li, l£ 
«6H®lilf^-S«^4^»»^^«»^«^^^*^^^ ^^^^^ 

-f^^^CfeV^-rBfi5<Z)m^^Srex vivo in vivo T'^^S-ftS fcttXD/^i' 

to® in vitro mm^mx^^ ^'-in.x^mmx':^^. t.t^. m^^^-^^^ 
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[0 0 2 7] 

mmm] 

[0 0 2 8] 

immmn FAcs-GALii?«f 

3^0^— :i?-S:ffiV>Sfc*?), FACS-GALjS?#f (Steven N.F.,et al.. Cytometry, 12 
, 291-301, 1991)S:ffofc. :r.tHt^tl^tlOZfU=^-9-(D-fmiZlzcZ^{R^ 

[0 0 2 9] 

h^>X7x^'2/3>-r-&16'-24^KB0lC293||IIJia, 293T|HilSS:6c« ^JS/^H 
MK:2 xio^^v%fco -e4^■iftl©:/D^-;5^-©T^^5K:lacz^:o«;v^3e:/^x^ 
K 3ittg, Eugene (Boehringer Mannheiatt) 9fil^200 fiKDB'M'y tylkW^-^t^ 
)&V>DMEM^«Slcm-&b, 5'-10:$^^lr>7to ^©^> 293imSSs 293T0J8g^i||VNfc6c 
«JIlltC»^)o< UiDX-fco 24^K#«^Jig$:^i*^L, 50Al©PBSlC^^Lfe=^. 371C 
•e54^MV^fe„ FDG(7>n/:ri/-fe>f > i?-b-D-:«/^ h tf^ y K, ^l/^a.^ 
-yn-:/, Eugene, OR, 3^ n i^#^F1179: 2«M in 98% ^©tK) S: C 
«)37TC"^ja«)T^^. 5OAtl«:i0^fc„ 37TC-ei:»-|S>f M^fcfefc. PB 

S^l-liD^, *±T'2^^l3<o 2^^^MJt5S:ihi?)-5fc*?)PETG(^ai:i;i/X5^;b- 
b-D-5^:r;!f^ h K, Sig«a, :ij ^ n i^#^P4902) S:20/t FACStCTSBflS 
|^©lacZ©^3S^:^^S:il|^fc, 293T3!|IIliai^JC^V>T. EFla©:/n^ 

[0 0 3 0] 
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immm 2 ] mm-^ - a -mB^<Dmm 

ig#?V-3tl-i:b-C:/^^^S^2^> (blasticidin) , tfri-nv-fi/^ (pur 
omycin) S:MV^Sfc*, ^tl€tb©Smtt»e^ (bs': Kaaakura. T. et al., 
Agric. Biol. Chem., 51, 3165-3168, 1987. puro'^: Buchholz. F. et al., Nuc 
lie Acids Res., 24, 3118-3119, 1996) ^mmUl^X. OT®PCR®^#T% M 

Bimmmtm^^^i^ lOng, IOXKOD Ayyr-^tiU 2bM dNTP 5a U 10 /tM 
-/.^^^_:^;^:^tl2.5Ail (>/"^>fr-®ifeSBB^ttC*TlC:at-r) , 25«M MgClg 
2fiU 2.5D/-1 KOD DNA jKU^I^— fe* (TOYOBOtt) l/ilX'^^o 
[0 0 3 1] 

:f9>fv-tt. y^x5^e/i^'>««t;ltjl^^ i^"") ^cov^Ttt 5'-aaaacattt 

AACATTTCTCAACAAG-3- (gB^J#^ : D « J: 5' -ACGCGTCGACTTAATTTCGGGTATATT 
TGAGTG-3' (ffi^J#-t : 2) S:, ^ fc, l^rt-n V>f (P«ro' 
) tCoVxTti 5'-ACCGAGTACAAGCCCACG-3' (iB^J#^: 3) fcj:tJf 5'-ACGCAGATC 
TTCAGGGAGCGGGCnG-3' (iB^J#^: 4) $:mv^fc, ?aM^frtt94'C 30#, 94^ 
30f^-54*C 30#'72X) 2:5^«:25i?--f i'/l/, 721C lO^T'&So 

^Ita-e^ (bs"^) ttsai I T% tr ^ - n -T^f >««t:ttm^^ (p^o') ttBgi 1 1 x-m 

AGEN^i:)S:fflV^feo 
[0 0 3 2] 
[^i6M3] pMX-IRES-EGFP OMM 

IRES (internal ribosomal entry site : |^«|$ U ^V- A^ASfit) BJ^Jt» 

, ^;>f;bx©.RNA(Z)5'#^aii?Mi^tc#«-r€>eB3^jT^^y, (^mmrj^=:-^km^^^ii 

(DIRES©^5lC^«^-7-*-S^ffi5i^^S:0)&lfSfe«), pMX-IRES-EGFP (Nos 
aka, T. et al., EMBO J., 18, 4754-4765, 1999) ^rNcoIT'^IS^^^iaL/fc. 

/^DDJ^;i/A^a®fe^> X^y-;i/«fcK?:^fV\ bs'^^rAnS^-^iCliSalK 



, {tiliE<l^ 2000-305210^ 
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Z.<D^olZLX IRES® ^ 5 tC mn-^ - ij -SmttaSedPA^M-t S 3 i: tC S o 
pMX-IRES-bs'"{i NotI (TAKARA^t) ^SalIT% pHX-IRES-puro''tiNotI iiBglll-C^ 
mmmiSmX^^ IRES-Bs^ IRES-puro^CWr/iSr^yffiLfc. 
[0 0 3 3] 

gag-poU acu hnbfy^envOJtdS 

gag-poU X3 hn tr»v^env(DPCR?:JS-^T®^fr"efTofc<, 

iRjSjfflJ^ttiiMDNA (Shinnick,,et.al. Nature, 293 , 543, 1981) lOng, 10 
XLA Taq Ay-yy-hnU 2bM dNTP B/ttl, 10/tM :/^>f V-^tl-ftll/t 1 (Jfe 
SBB^^JtiJetTJCa^-r), 5U/«I LA Taq (TAKARAtt) O.^iiXXtb^o 

:/^>r*7-t±, gag-pol®Jt(itt 5'-CGAATTCGCCGCCACCATGGGCCAGACTGTTACCACT 
CCCTTAA-3' (gB^J#-^: 5) S J: 0^ 5' -TACGCCGGCGCTCTGAGCATCAGAAGAA-3' (B» 

: 6) , xnhDbf y^env Jt(@Ji 5' -CGAATTCGCCGCGACCATGGCGCG 

TTCAACGCTCTCAAAA-3' (fHM## : 7) J: Of 5' -TACGCCGGCGCTATGGCTCGTACTCTA 
T-3' (gg^#^: 8) S:MV>fe. 

^SS^#^igag-pol 981C 2^, 98TC 20# - 68TC 3^$:20i^>r ^'^l/, 6 

8TC 84>TfeS„ oin hnif ^envO^-^, 98r 24>, 98*0 20# • 68X: 2:5i>S:3 

o-9->f^r;b, est: 

PCRjg^$:1I^^I&T?SSL/fc®"^. QiaexII (QIAGENit) ICi: y bDNAft 
ffi?:f?ofco r4xS:0riginaI TA cloning kit (Invitrogentt) \Z^^)Tk^9 9 
-K^-f^U--yifb. EcoRI, NotI (TAKARA^t) ^Stfc, 
[0 0 3 4] 

CHJfeM 5 ] gag-po 1, jL.zihU\fy^ env^^K /; ^- (DH^ 
EFla hn— ;i/T'^gag-pol-IRES-bs'^, env-IRES-puro'^?:^3^S-&Sfe 

*?)JC. Jg^T® <fc ^ iCpCHO (Hirata, Y. et al., FEES Letter, 356 , 244-248 (19 
94); Okayama Y. et al., Biochea. Biophys. Res. ComBun., 838-45 (1996); p 
CHO{^pEF-BOS(HizushiBa. S. , and Nagata. S., Nucleic Acids Res., 18, 5332 

, 1990)tCft3R'r-5)JC»ALfe. 
[pCHO (gag-po l-IRES-bs"^) ] 




] 3 



m^M.Z 000-3052] 02 




200 0—017831 



pCHO$:BainHI (TAKARA) K^*)UmmmmmLt^^. ^ U J ^ R^iZ^ 

5^3gftbfco ^3^^5811 y >bt;-d(CGGTCGACCG) (Stratagene:^:) (IB3^J## : 

9) Srottfe^, EcoRK Sail (TAKARA) IftHS^^^aa Lfc. :i^^mMm2 

3-C'f^igL/fegag-pol, IRES-bs^ ^T^t^V^tl, pCHO (gag-pol-IRES-bs*") 

[pCHO (ecoenv-IRES-puro) ] 

pCHO^rEcoRI, Ba«HI (TAKARA^t) X-mfSmmmmV. ZLX'V^JiMZ, 3 
|gL/fcX3 hDtr^y ^env, IRES-puro'&ffAL/, pCHO (ecoenv-IRES-puro) ^ 

[0 0 3 5] 

* h^br»y^envtt^liJtAV^||I^JBS^C^^-5r|gT'^So Z1CZ)T>7* hnif^y^env?: 
fflV^T, ||Jg«594^J:tJ^5i:^«llCenv-IRES-puro'' (Z)^^^^' ^-(D«ll$:4f 
ofc. BLmmmt ryy^hU\^V^enw (4070A) (OU.D. et.al., J 

.Virol.64. 757-766., 1990) ©^AStiT V^S:;^^:^^ KlOng, lOXKOD/t'y^? 
T-5|tl, 2«M dNTP 5*1 U 10/ttM rfyA^- (ifeSSJ^JimTtCat-r) -^-^X^ 
tl2.5MU 25mM MgClg 2.50/-1 ROD DNA jKU^^— ^ (TOYOBO) I^IT* 

feSo y^>fV-li, 5'-CXJAATTCGCCGCCACCATGGCGCGTTCAACGCTCTCAAAA-3' (SJ^J 

10) 33 J: t? 5'-ATGCGGCCGCTCATGGCTGGTACTCTAT-3' (ae^J## : 1 D 
^:ffiV^feo !aS^#tt98lC 3^, 98X) 15# • 65X: 2# • 72"C 30#t:25'9->f ^ 

, 72TC lO:©-"^^^. 

|IJ6l?!|5T#iSl/7tpCH0 (ecoenv-IRES-puro) $rEcoRK Notl-eMIS^^^OfSI 

vS:^>f pCH0(amphoenv-IRES-puro)S:'f^$3bfco 
[0 0 3 6] 

\.%%'^ 7 ] A >5r - 2/^ y i5^«IJiM«>^5i 

H htfJWft^UBflazgSTjjffljia (OuBrldge, R.B., et. al., Mol. Cell. Biol. 7, 
379-387. 1987)K:, #SgLfe=i >X h ^ ^ S: h 5 :7 x 3 >' bfe, h 
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^>y(.y3L^t/3y-r^ 16— 24^^15 lC293Tj|im!g 5:6c. mm/^^SSHZ2 X 10^ * 
V>fc.„ pCHO(gag-pol-IRES-bs'^) Fugene (Boehringer Mannheiii|±) Qft^t: 

2O0/tI(D'>S/||&iSjfil?tS:-g^*3&V^DMEM^«lK:S-&L, 5~104)-a^igLfe. -f®^ 
, 293T «HJIS$:^V^fe6c■ dishlC»^)o< yin^fcc 48^ra^^flS$:li*^ lOc. 

I&IOH^^ pCHO(ecoenv-IRES-puro), ^ ;&l^pCHO(a^>hoenv-IRES-puro)'^tl-^ 

(8iitg/«l)(DM;^*^Aofc^«lT'^«Lfc„ HaiSA^itML/T^fcilz: 

[0 0 3 7] 

ecoenv^3^/< ^ - ttmA $ life A - > i^SUllS ^ Tpiat imm-Eimjlg 

(PLAT-Bfiiijiia) J ii^Mt^fc. mmmit. rpt-Ej ^uTTia®a»;wKtiMic 
(>f ) ^nmm(D^m • «>Ti& 

«>Tife: H*H3^^«mo<«mmiTS l«3-^ (SSM#-^3 0 5-0 

0 4 6) 

(n) WnB (MWifiH) ¥^1 1^5^ 3 1 H 

(/N) ^#W^^^6737# (PERM BP-6737) 

[0 0 3 8] 

nmphoenvnm^^^-i)mA^nt:i^mj^^y^-t^>ifmm^ rpiatin 

iM-Aifaie (puT-AiHia) j t^^vft::, mmmit. rput-Aj i:bTTi3©ji»; 

feTi&: H*HSc^«t^<«rpmiTB 1#3# (^a!#^3 0 5-0 

0 4 6) 

^' i^^l't • ^ ^ .HiiE^f 2000-3052302 
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(D) ^UB 1^1 2H2 2H 

^f^?ff^^^6977-^ (PERM BP-6977) 

[0 0 3 9] 

-j;>i^«HJI& (ecoenv||APLAT-E««ll&) S:6c« j»«{m«MtC2XlO^* V%:t. Mo 

^- DNA(pMX-GFP: Onishi. M. , et al.,Exp. Henatol. .24, 324-329, 1996) 3 
• Atg> Fugene 9^t l&200ix l®Jlil?•S:^*^&V^Dl^EM mmz^^h. 5~10^feV>fc 



. 50O|tUCl«g/»l 3j<U>^^>(sig«a*t)S:5MU XIOOO IL3 (R and D) 1 ^ Iftl 
lXl05®BaF/3j|B|jaU:5^ia^^S-&fc. 5ltK^. RPMI1640 (IL3^^) 

5:500 At lin^fc. ®^bfcillllfirtK:feV>TGFP*^^^S*l. 395n.|ft«®3fcT'®ie 
509n«(D?«t«®5fe^iJcm^«>^i^^^J«^^ FACScai. (fluorescein activate 

d cell sorter : Becton-Dickinson) &fflV>T^3t-rS (^^^mbTV>S) UK 

|&®SI'ir?:^^^^i:l-*^' 24^^^lC«!l^tfco BaF/3||IIJiaicM-rS^^^^ 

[0 0 4 1] 

?gt^^^*>e>l^^«BlC^rbfcPLAT-E (ecoenv#APLAT-E«IIBa) i:B0SC23J: y 
#e,tvfc':?>f ;i/>^?R®3tinbt bfc^^^^^BaF/3|fflflg5:IBV>T?|l!l^bfci:r 
a, «tf^«:l§*&bT7HBT*li, v^•r*l® '^r- :^^^llIfla^«v^fc^'^3&i^ 
l,*bfe^?*,90%J^:i^±©^^»«^^it^Stl^£:*^ |||f^2^r^«&^Cli. B0X23& 
ffi^,^fc^-&«b* Lfc<D^§S^^*^23%JC*T'<STbfe®tCMb, PLAT-E&ffi 
Vxfc^-^Mb^bfeT'li, 7Sg®^^^*ai|SlSgf®^^^^*^ atf^2^r 

T*>e,4^^^«&^CfeV^-C, Ba/F3«|i|flglC^b70%a±®i^^^^*^«i*^*^"^^'^= 
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NIH3T3|Hlia5xlO^Sr6c«jffliS/^SlMlC* V^feiei^K^, pMX-neo S: vy^r- 
^^0JBSlCtransf action LTjg^ $ tlfc 'i? >f ;i/y^?Rl"UCl«g/iil(D jK U U'^IO jtt 1 
«:in^, <7>f/l/X?:^^S-frfe, 4^^^. 10%FCS DMEM 3«lS:in^> n>:7A' 
x^MC^&S^-e^SIUfco llll«tf^«, 2^tjE/«l3j<y:/l/>©l»*D$*v 
feDMEM■??50%a>7;^X> MCfe&**^^«Lfe^, ;®«I«:!fi5#lb, 2»1©DMEM 
T2'-3H^«L/fco r©±?tS:0.45itt«:7-f ;i/^r-lCML, ^fcK:NIH3T3jji|l|||SJC 
G418 (neo) CD Ao feDMEMT'^^^* bfc. =b b^^H^r^^-Te b b 

□ '>'f;i/:^*^M^SlxTv>s;&e)ii, G4i8Wttzin--*«ffi3K-t<&ttT*e*>s. 
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<210> 1 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Priner Sequence 



<400> 1 

aaaacattta acatttctca acaag 25 

<210> 2 
<211> 33 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Priaer Sequence 



<400> 2 

acgcgtcgac ttaatttcgg gtatatttga gtg 33 

<210> 3 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Priner Sequence 
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accgagtaca agcccacg 18 



<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Arti 
Synthesized Priaer Sequence 



<400> 4 

acgcagatct tcaggcaccg ggcttg 26 

<210> 5 
<211> 44 
<212> DNA 

<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Arti 
Synthesized Priuer Sequence 
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cgaattcgcc gccaccatgg gccagactgt taccactccc 

<210> 6 
<211> 28 
<212> DNA 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Priner Sequence 
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tacgccggcg ctctgagcat cagaagaa 28 

<210> 7 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Priner Sequence 
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cgaattcgcc gccaccatsg cgcgttcaac gctctcaaaa 40 
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<211> 28 
<212> ONA 

<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 
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tacgccggcg ctatggctcg tactctat 28 

<210> 9 
<211> 10 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized "Sail linker" Sequence 
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<211> 40 
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<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Priaer Sequence 
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cgaattcgcc gccaccatgg cgcgttcaac gctctcaaaa 40 
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<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 
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atgcggccgc tcatgsctcg tactctat 28 
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